For Research Use Only. Not for use in diagnostic procedures.
Enzyme Linked Immunosorbent Assay (ELISA)

Protocol: Uncoated ELISA
The following protocol is a general guideline for the Uncoated Sets
Materials Provided
• Please refer to the Certificate of Analysis (C of A) for components
Other Materials Needed
• Buffers* -Wash Buffer: 1x PBS, 0.05% ELISA plate with 100 µL/well of capture antibody in 1X Coating Buffer (dilute as noted on C of A, which is included with the reagent set). Seal the plate and incubate overnight at 4°C. 2. Aspirate wells and wash 3 times with >250 µL/well Wash Buffer*. Allowing time for soaking (~ 1 minute) during each wash step increases the effectiveness of the washes. Blot plate on absorbent paper to remove any residual buffer. 3. Dilute 1 part 5X ELISA/ELISPOT Diluent with 4 parts DI water*. Block wells with 200 µL/well of 1X ELISA/ELISPOT Diluent.
Incubate at room temperature for 1 hour. 4. Optional: Aspirate and wash at least once with Wash Buffer. 5. Using 1X ELISA/ELISPOT Diluent *, dilute standards as noted on the C of A to prepare the top concentration of the standard. Add 100 µL/well of top standard concentration to the appropriate wells. Perform 2-fold serial dilutions of the top standards to make the standard curve for a total of 8 points. Add 100 µL/well of your samples to the appropriate wells. Seal the plate and incubate at room temperature for 2 hours (or overnight at 4°C for maximal sensitivity). 6. Aspirate/wash as in step 2. Repeat for a total of 3-5 washes**. 7. Add 100 µL/well of detection antibody diluted in 1X ELISA/ELISPOT Diluent * (dilute as noted on C of A). Seal the plate and incubate at room temperature for 1 hour. 8. Aspirate/wash as in step 2. Repeat for a total of 3-5 washes**. 9. Add 100 µL/well of Avidin-HRP* diluted in 1X ELISA/ELISPOT Diluent (dilute as noted on C of A). Seal the plate and incubate at room temperature for 30 minutes.
10. Aspirate and wash as in step 2. In this wash step, soak wells in Wash Buffer* for 1 to 2 minutes prior to aspiration. Repeat for a total of 5-7 washes**. 11. Add 100 µL/well of 1X TMB Solution to each well. Incubate plate at room temperature for 15 minutes. 12. Add 50 µL of Stop Solution to each well. 13. Read plate at 450 nm. If wavelength subtraction is available, subtract the values of 570 nm from those of 450 nm and analyze data.
NOTES:
* Be certain that no sodium azide is present in the solutions used in this assay, as this inhibits HRP enzyme activity. **The number of washes in the protocol was adapted to an automatic plate washer. This can be decreased when using other methods but should be tested empirically. Allowing time for soaking (~ 1 minute) during each wash step increases the effectiveness of the washes.
Enzyme Linked Immunosorbent Assay (ELISA) 3
Quick Guide: Standard Calibration
The following table indicates the protein standard contained in the Uncoated kit is calibrated against NIBSC standards. Important Licensing Information: These products may be covered by one or more Limited Use Label Licenses. By use of these products, you accept the terms and conditions of all applicable Limited Use Label Licenses.
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